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The comet assay is a standard method for measuring DNA damage. In this study, the
protective effects of ethanolic and aqueous extracts of Portulaca oleracea L. (P. olera-
cea) on human lymphocyte DNA lesions were evaluated with the comet assay. Lympho-
cytes were isolated from blood samples taken from healthy volunteers. Human
lymphocytes were incubated in H2O2 (50,100, and 200 mM), aqueous extract (0.05, 0.1,
0.5, 1, and 2.5 mg/ml), and ethanolic extracts (0.05, 0.1, 0.5, 1, and 2.5 mg/ml) of P.
oleraceae aerial parts alone with a combination of H2O2 (100 mM) with either 1 or
2.5 mg/ml of both extracts at 4C for 30 minutes. The extent of DNA migration was
measured using the alkaline single cell gel electrophoresis approach assay, and DNA
damage was expressed as percentage tail DNA. We found that the aqueous extract of
P. oleracea significantly inhibited DNA damage, while there was no effect of the ethanolic
extract. These data suggest that the aqueous extract of P. oleracea can prevent oxidative
DNA damage to human lymphocytes, which is likely due to antioxidant constituents in the
extract.1. Introduction
DNA damage and oxidative stress play an important role of
various illnesses and pathological conditions includingKarimi, Medical Toxicology Rese
rimi).
titutecarcinogenesis and aging [1]. Physical factors such as solar
radiation, X-rays, and numerous chemicals can damage
cellular DNA. Oxidative stress can cause damage to lipids,
proteins, and nucleic acids, resulting in changes in signalarch Center and Pharmacy School, Mashhad University of Medical
194 J. Behravan et al.transduction pathways, gene expression, cell mutagenesis,
and cell death [2].
Numerous studies have demonstrated that plant-derived
natural compounds exhibit protective activities against
genotoxicity caused by oxidative stress [3e5], and there is
particular interest in natural substances identified from
herbal compounds. Portulaca oleracea L. (Portulacaceae) is
listed by the World Health Organization as one of the most
commonly used medicinal plants. In folk medicine, P.
oleracea is utilized as an antipyretic, anti-scorbutic, anti-
septic, antispasmodic, diuretic, anthelmintic, and for
treatment of urinary disorders. The aerial parts of this
plant are used medicinally for reducing pain and swelling
[6]. Recent pharmacological studies have also shown
muscle relaxant activity [7], reduction in locomotor
activity, an increase in the onset time of
pentylenetetrazole-induced convulsion [8], gastro-
protective action [9], and analgesic, anti-inflammatory
effects, and antioxidant properties [6]. For example, P.
oleracea has an inhibitory effect on lipopolysaccharide
(LPS) and interferon-g (IFN- g) induced NO production [10].
Yen et al (2001) showed that P. oleracea extract had an
antimutagenic action against 2-amino-3-methylimidazo
(4,5-f) quinoline (IQ) as a mutagen agent [11]. A hypogly-
cemic effect of P. oleracea without any genotoxic activity
was also reported [12]. Furthermore, P. oleracea is a rich
source of omega-3 fatty acids, gallotannins, kaempferol,
quercetin, apigenin, and glutathione [8,13e16]. However,
little is known of the antigenotoxic properties of
P. oleracea.
In the present study, we examined the antigenotoxicity
effects of ethanolic and aqueous extracts of P. oleracea on
human peripheral lymphocytes using the alkaline single cell
gel electrophoresis approach (SCGE) (comet assay). The
comet assay is a simple, fast, and sensitive method for
assessing DNA breaks in individual cells, and is commonly
used in genotoxicity assays, biomonitoring of human eco-
genotoxicology, and basic research in DNA damage and
repair [17,18].
2. Materials and methods
2.1. Preparation of the ethanolic and aqueous
extracts of P. oleracea
Aerial parts of P. oleracea were collected from a cultivation
located in Khaje-rabi (a village near Mashhad, Khorasan
Province) and identified by the Botany Institute, Mashhad
University of Ferdowsi, Mashhad, Iran. A voucher sample
was preserved for reference in the herbarium of the Phar-
macy School, Mashhad University of Medical Sciences,
Mashhad, Iran, (Voucher no. 2240-1615-12). The aerial parts
of P. oleracea were cleaned, dried in the dark, and
powdered with a mechanical grinder. The aerial parts of
the powder (100 g) were then defatted with petroleum
ether (40e60C) using the Soxhlet apparatus, Beta
company, Mashhad, Iran. For the aqueous extract, 800 mL
distilled water was added to 100 g aerial parts powder and
filtered through cloth. The extract was then concentrated
in vacuo to the desired volume. For the ethanolic extract,
powder was subsequently macerated in 800 mL ethanol(80%, v/v) for 3 days, and the mixture was filtered and
concentrated in vacuo at 40C. The residue was suspended
in saline normal with twin 1% tween-20. The yield of dried
aqueous and ethanolic extracts of P. oleracea was
10.93 0.17% and 6.96 0.13%, respectively.
2.2. Isolation of human lymphocytes
Blood was obtained from 10 healthy volunteers (aged 25e30
years). Fasting blood was collected into cell preparation
tubes containing 10% ethylenediamine tetra acetic acid
(EDTA) in PBS as an anticoagulant agent. Five milliliters of
the whole blood was diluted 1:1 with PBS, and then care-
fully layered on top of a lymphocyte separation medium
(aqueous solution of Ficoll, 57 g/L; density of 1.077 g/mL)
in a centrifugation tube in a 1:1 ratio. After centrifugation
for 20 minutes at 2000 rpm, gradient-separated lympho-
cytes were recovered, diluted 1:1 with PBS, and centri-
fuged a second time at 1500 rpm for 10 minutes. The cell
pellets were resuspended in 500 mL of PBS, and the cells
counted in a Neobauer chamber. The cell concentration
was adjusted to 5000 cells/mL in preparation for the comet
assay. Cell viability was determined using the trypan blue
dye exclusion method [19], and was greater than 98%.
2.3. Determination of DNA damage (comet assay)
The comet assay was performed under alkaline conditions
according to the technique described by Singh et al (1988).
Human lymphocytes were incubated in different concen-
trations of H2O2 (50,100, and 200 mM) and different
concentrations of aqueous extract (0.05, 0.1, 0.5, 1, and
2.5 mg/mL) or ethanolic extracts (0.05, 0.1, 0.5, 1, and
2.5 mg/mL) of P. oleraceae alone in combination with
100 mM H2O2 with either 1 or 2.5 mg/mL of both extracts at
4C for 30 minutes. Solvents of both extracts without H2O2
were used as negative controls [20]. Samples were then
centrifuged at 3000 rpm for 10 minutes and the cells
washed with PBS. The cell pellets were mixed with 100 mL
of 0.75% (w/v) low melting point agarose (LMA), and then
distributed onto microscope slides coated with 100 mL of 1%
(w/v) normal melting agarose, covered with a cover slip,
and kept for 10 minutes at 4C to solidify. After the cover
slips were removed, the slides were covered with another
100 mL of (0.75% w/v) LMA, covered with a cover slip, and
kept for 10 minutes at 4C. The slides were then immersed
in freshly prepared cold lysing solution [2.5 M NaCl, 100 mM
Na2EDTA, 10 mM Tris, 1% (v/v) triton X-100, 10% DMSO, pH
10.0]. Slides were treated at 4C for at least 2 hours
(vertically without a coverslip) with lysing solution. After
the slides were removed from the lysis solution, they were
washed with cold PBS and placed in an electrophoresis tank
horizontally side by side. DNA was allowed to unwind for 30
minutes in freshly prepared alkaline electrophoresis buffer
(1 mM Na2EDTA, 0.3 N NaOH, pH 13.0).
Electrophoresis was run at 25 V for 45 minutes at 4C. All
procedural steps were performed under yellow light
conditions to minimize additional DNA damage. The slides
were then placed vertically in a neutralizing tank and
gently washed three times for 5 minutes with neutralizing
buffer (0.4 M Tris-HCl buffer, pH 7.5). Twenty microliters of
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Protective effect of Portulaca oleracea 19520 mg/mL ethidium bromide was dispensed directly onto
slides and covered with a cover slip. The slides were
studied using a fluorescent microscope (Nikon 100, E 200,
Japan) attached to a charge-coupled device camera con-
nected to a personal computer. Fifty individual cells were
selected for calculations for each analysis. All experiments
were performed at least three times, each with two
parallel slides per data point. Single cells were analyzed
with TriTek Cometscore version 1.5 (www.autocomet.com).
DNA damage was expressed as percentage tail DNA, where
percentage tail DNAZ [tail DNA/(head DNAþ tail DNA)]
100. A higher percentage tail DNA indicated a higher level
of DNA damage.0 0.05 0.1 0.5 1 2.5
Extract concentration (mg/ml)
Figure 2 DNA damage of human lymphocytes treated with
aqueous extract of P. oleraceae. Human lymphocytes were
incubated for 30 minutes at 4C with different concentrations
of extract. Results are mean SEM (nZ 4 slides 50 lympho-
cytes). ANOVA, p> 0.05.2.4. Statistical analysis
Differences between groups were evaluated by one-way
analysis of variance (ANOVA) followed by the Dunnett’s
test. The protective effects of aqueous and ethanolic
extracts of P. oleracea were compared using Student’s t
test for paired samples. Values were expressed as mean -
 standard error of the mean (SEM). Statistical significance
was accepted at the p< 0.05 level.
3. Results
Induced effects of oxidative stress were measured by SCGE.
A significant increase in DNA damage was induced with
increasing concentration of H2O2 (50,100, and 200 mM;
p< 0.001 for all; Fig. 1). The genotoxic effects of different
concentrations of aqueous extract (0.05, 0.1, 0.5, 1, and
2.5 mg/mL) and ethanolic extracts (0.05, 0.1, 0.5, 1, and
2.5 mg/mL) of P. oleracea on human peripheral lympho-
cytes (Figs. 2 and 3), and the protective effect of the
aqueous and ethanolic extracts of P. oleracea in the pres-
ence of 100 mM H2O2 (Figs. 4 and 5), were then examined.
The aqueous extract of P. oleracea at 1 and 2.5 mg/mL0 50 100 200
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Figure 1 DNA damage of human lymphocytes exposed to
hydrogen peroxide. Human lymphocytes were incubated for 15
minutes at 4C with different concentrations of hydrogen
peroxide. Results are mean SEM (nZ 4 slides 50 lympho-
cytes). ANOVA, p< 0.001.exhibited a significant inhibitory effect on H2O2-induced
DNA damage (percentage tail DNA 2.35%  0.16 and
1.29%  0.12, respectively; p < 0.001; Fig. 4), while there
was no effect of ethanolic extract on DNA damage (Fig. 5).
4. Discussion
In the present study, we examined the antigenotoxic
effects of ethanolic and aqueous extracts of P. oleracea
against DNA damage induced by hydrogen peroxide. The
single cell gel electrophoresis assay (comet assay) is an
inexpensive, simple, and rapid method for measuring DNA
strand breaks [21e24], and due to its sensitivity allows
analysis at the individual cell level and the use of small
samples [21]. Formation of free radicals during biological
metabolism can cause mutagenicity and genotoxicity0 0.05 0.1 0.5 1 2.5
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Figure 3 DNA damage of human lymphocytes treated with
ethanolic extract of P. oleracea compare to negative control.
Human lymphocytes were incubated for 30 minutes at 4C with
different concentrations of extract. Results are mean SEM
(nZ 4 slides 50 lymphocytes). ANOVA, p> 0.05.
H 2
O 2
H 2
O 2
+
Ex
t.(1
mg
/Kg
)
H 2
O 2+
Ex
t.(2
.5m
g/K
g)
0
25
50
75
*** ***
Treatment
%
 
D
N
A
 
T
a
i
l
Figure 4 Effect of aqueous extract of P. oleraceae on
lymphocyte DNA damaged induced by hydrogen peroxide.
Human lymphocytes were incubated for 30 minutes at 4C with
a combination of 100 mM H2O2 with different concentrations of
ethanolic extract of P. oleraceae. Results are mean SEM
(nZ 4 slides 50 lymphocytes). ANOVA, ***P< 0.001.
196 J. Behravan et al.[25,26]. Hydrogen peroxide is a genotoxic agent, but it does
not react directly with DNA. Furthermore, in the presence
of transition metal ions, hydrogen peroxide produces highly
reactive hydroxyl radicals through the Fenton reaction [27].
In the present study, due to induction of oxidative stress,H 2
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Figure 5 Effect of ethanolic extract of P. oleraceae on
lymphocyte DNA damaged induced by hydrogen peroxide.
Human lymphocytes were incubated for 30 minutes at 4C with
a combination of 100 mM H2O2 with different concentrations of
ethanolic extract of P. oleraceae. Results are mean SEM
(nZ 4 slides 50 lymphocytes). ANOVA, p> 0.05.hydrogen peroxide produced various levels of damage to
the DNA of isolated blood lymphocytes, which was detected
by the comet assay. We found that all concentrations of
hydrogen peroxide (50, 100, and 200 mM) caused dose-
dependent damage to DNA of lymphocytes. We also found
that neither aqueous nor ethanolic extracts of P. oleracea
caused DNA damage in human lymphocytes, which is sup-
ported by other studies examining the genotoxic activity of
P. oleracea extract [12]. The aqueous extract of P. oleracea
displayed protective activities against H2O2-induced chro-
mosomal damage, while the ethanolic extract did not. This
is supported by a previous study showing that P. oleracea
inhibited the mutagenicity of IQ in human lymphocyte [11].
The antioxidant activities of P. oleracea extracts have
been previously demonstrated, and are suggested to be
related to its constituents, such as omega-3 fatty acids,
gallotannins, kaempferol, quercetin, apigenin, a-tocoph-
erols, flavonoids (quercetin), ascorbic acid, and glutathione
[8,13,14]. Ascorbic acid and glutathione can scavenge free
radicals and block the peroxidation of nucleic acids and
DNA damage, as well as reduce the production of free
radicals [28e32]. Considering the constituents present in
the aqueous P. oleracea extract, our data suggest that
aqueous extract of P. oleracea has protective effects
against hydrogen peroxide-induced oxidative DNA damage
in human lymphocytes. Thus, P. oleracea might have
potential for the prevention and treatment of diseases
resulting from oxidative stress.
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